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Experimental Section
General: Amino acid (AA) derivatives were purchased from GLS (Shanghai, China). Coupling reagents were bought from Merck Novabiochem (Darmstadt, Germany), Tentagel RAM resin from Rapp Polymere (Tuebingen, Germany).
Other chemical were purchased from Sigma Aldrich (Germany) unless stated otherwise. Recombinant 14-3-3ζ was also purchased from Sigma Aldrich (Germany). Analytical and preparative HPLC were performed on a Varian ProStar 210 HPLC system with a Nucleosil C18 column (5 µm, 4.6 x 250 mm, Machery-Nagel) or Dynamax C18 column (10 µm, 21.4 x 250 mm, Varian), with 0.1% TFA in water (A) and 80% ACN, 0.1% TFA in water (B), as eluents.
All peptides were analyzed by MALDI-MS on a MALDI-TOF-TOF, 4700
Proteomics Analyzer (Applied Biosystems) and by analytical RP-HPLC.
Synthesis of Fmoc-L-Pma: L-phosphonomethylenalanine (220 µmol, 40 mg, Biotrend, Germany) and Na 2 CO 3 (220 µmol, 23 mg) were dissolved in 8 mL AcOH/H 2 O (1:1). N-(9-Fluorenylmethoxycarbonyloxy)-succinimide (210 µmol, 70mg) was added stepwise under stirring over 1 hour. After addition of 1 mM Na 2 CO 3 the pH was adjusted to 10 and the mixture was stirred over night at RT. The clear solution was washed two times with 10 mL diethyl ether. The pH was adjusted to 1 by slow addition of concentrated HCL and the product was extracted with 20 mL of ethyl acetate. Fractions were pooled and dialyzed against 50 mM TrisHCl, 100 mM NaCl, pH 7.6 overnight at 8°C. His-SUMO tag of HSC70 was cleaved with His-6 tagged ULP1 protease. The cleavage tags and ULP1 was afterwards removed by incubation with NiNTA agarose. GST-RBBP7 was purified on Glutathion Sepharose 4B (GE Healthcare, Germany). After incubating the cleared lysate and resin for 3h at 8°C, the beads were washed with lysis puffer and proteins were eluted five times with 10 mM Glutathion in 50 mM
TrisHCl, 1 mM PMSF, pH 8. Proteins were supplied with additional 20 % glycerol and stored at -80°C until usage. Glycerol, pH 7.9. The beads were incubated with 3T3 NE (SILAC1: 650 µL 6 mg/mL, SILAC2: 900 µL 2 mg/mL, unlabeled: 300 µL 0.1 or 1 mg/ml) for 1 h at RT in the presence of 0.2% Triton X-100. NE for pull downs with phosphorylated peptides were previously treated with (1x) phosphatase 7 inhibitor (Phosphatase Inhibitor Cocktail Set V (50x), Calbiochem, USA).
Afterwards the beads were washed five times with 500 µL washing buffer (20 mM HEPES, 300 mM NaCl, 20% Glycerol, 0.2% Triton X-100, pH 7.9). Then the beads were combined and resuspended in 20 µL SDS sample buffer (Fermentas), and heated to 95 °C for 5 min. The chilled beads were filtered off and the filtrate loaded onto a SDS polyacrylamid gel. In case of the SILAC pull-down the filtrate was first incubated with 15 mM iodoacetamide for 30 min at RT and then loaded onto a Tris-glycine gradient gel (4-20%, BIO RAD Mini-Protean TGX, Munich, Germany). Gels were stained with Coomassie overnight and destained for several hours.
Pull-Down of recombinant proteins:
After equilibration with pull down buffer (50 mM TrisHCl, 100 mM NaCl, pH 7.6) the 20 µL bead aliquots were preincubated with 500 mM bovine serum albumin (BSA) or myoglobin in pull down buffer for 30 min at RT. Then the beads were incubated with 20 µL of 5 µM target protein in 500 µM BSA or myoglobin in pull down buffer for 1h at RT. Washing steps and sample preparations were the same as previously described.
Fluorescence Polarization: Fluorescence polarization (FP) experiments
were essentially performed and analyzed as described in FP buffer (25 mM Tris pH 7.5, 50 mM NaCl, 5% v/v glycerol) using a HIDEX Chameleon II plate reader at 4°C. Experiments were analyzed by Coomassie Brilliant Blue stained SDS-PAGE.
